Supplementary Figure 3. HSF1 upregulates PDK3 expression at transcription level.
A: Immunoblot analysis of endogenous PDK3 expression in SGC-R cells before and after HIF1ɑ depletion. B: ChIP assay assessing HSF1 binding at the putative HSE site in the PDK3 promoter in SGC7901 and SGC-R cells. The results were normalized with 1% of input. C: RT-PCR analysis of HSP70 mRNA levels in gastric cancer cells transfected with (WT) or MT (mutated) HSF1. D: RT-PCR analysis of a HSF1 mRNA levels in gastric cancer cells transfected with WT or MT HSF1. E: Immunoblot analysis of ectopic PDK3 expression in SGC7901 cells before and after HSF1 depletion.
Supplementary Figure 4. PDK3 alternations changes the expression of HSF1 downstream targets
A: RT-PCR analysis of HSF1 downstream targets after transfected with PDK3 plasmid in GC chemosensitive cells B: RT-PCR analysis of alternation of HSF1 downstream targets induced by PDK3 knocking down in GC chemoresistant cells.
Supplementary Figure 5. PDK3 upregulates HSF1 protein expression.
A: RT-PCR analysis of HSF1 expression in SGC7901 cells before and after PDK3 overexpression. B: RT-PCR analysis of HSF1 expression in SGC-R cells before and after PDK3 depletion. C: Immunoblot analysis of HSF1 protein levels in SGC7901 and SGC-R cells treated with cycloheximide (50 μg/mL). D: Immunoblot analysis of HSF1 protein levels in cycloheximide-treated SGC7901 cells before and after PDK3 overexpression.
Supplementary Figure 6. FBXW7 inhibits the expression of HSF1.
A: Immunoblot analysis of HSF1 protein levels in gastric cancer cells treated with proteasome inhibitor MG132 (50 μg/mL) for 6 h, lysosomotropic agent chloroquine (CQ, 20 μM) for 24 h or calpain inhibitors PD150606 (400 μM)) for 24h, respectively B: Immunoblot analysis of HSF1 protein levels in gastric cancer cells treated with either MG132 (50 μg/mL) for 6 h or MLN4924 (100 nM) for 24 h. C: Immunoblot analysis of HSF1 protein levels in gastric cancer cells before and after FBXW7 depletion. D: Immunoblot analysis of HSF1 protein levels in SGC7901 cells before and after β-TrCP1 depletion. E: Immunoblot analysis of the effect of FBXW7 on HSF1 protein levels. F: The interaction of HSF1 with FBXW7 was explored with Co-immunoprecipitation (Co-IP).
Supplementary Figure 7. PDK3 interacts with HSF1 to disrupt its phoshorylation by GSK3β.
A: Cytoplasmic and nuclear fractionated from HEK293 cells expressing Myc-PDK3 and Flag-HSF1 were immunoprecipitated by anti-Myc antibody. B: Effect of GSK-3β knock-down on DDP-induced cleavage of PARP1 and caspase3 were determined in HSF1 high expressing SGC7901 cells by immunoblot analysis.
Supplementary Figure 8. HSF1 regulates the glucose metabolism and chemoresistance.
A-C: Alternations in glucose consumption (A) production of pyruvic acid (B), lactic acid (C) were determined in SGC7901 cells with or without stable HSF1 overexpression. D-F: Alternations in glucose consumption (D) production of pyruvic acid (E), lactic acid (F) were determined in SGC-R and BGC-R cells with or without HSF1 depletion. G: DDP-induced apoptosis in SGC7901 cells with or without stable HSF1 overexpression were evaluated by Annexin V and PI double staining. H: DDP-induced apoptosis in SGC-R and BGC-R cells with or without HSF1 depletion were evaluated by Annexin V and PI double staining.
Supplementary Figure 9. Chemical inhibition of HSF1 reverses chemoresistance.
A: Cell Viability was evaluated by MTS assay after exposure to indicated concentrations of KNK437 for 72 h. B: DDP-induced apoptosis in gastric cancer cells treated with or without KNK437 were evaluated by Annexin V and PI staining. C: Cell Viability was evaluated by MTS assay after exposure to indicated concentrations of KRIBB11 for 48h in MFC cells. D, Viability of various cells treated with various doses of DDP and KRIBB11were evaluated by MTS assay. E-G, Apoptosis of SGC-R, BGC-R and MFC cells after treatment with KRIBB11 and/or DDP were analyzed by immunoblot (E) and flow cytometry analysis (F and G). 
